ABSTRACT
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The family
MATERIALS AND METHODS
Ticks and mosquitoes
For the determination of the prevalence of TBEV, we used 676 adults, larvae and nymphs of various species of ticks ( 
Total 676
F -adult female; M -adult male; N -nymph; L -larva
Isolation of nucleic acids from ticks and mosquitoes
The vectors were washed in 400 μl 70 % ethanol for 10 min. Then the ethanol was removed and the vectors were washed twice in water free of nucleases. After mechanical homogenization employing either an apparatus Precellys (Bertin, France) or Tissue Lyser (Qiagen, Germany), the total DNA or RNA was extracted using a commercial QIAamp cador Pathogen Mini Kit (Qiagen, Germany), according to manufacturer's instructions.
Reverse-transcription polymerase chain reaction (RT-PCR)
Complementary DNA was prepared by means of reverse transcriptase (Revert Aid H Minus Reverse Transcriptase, Thermo Scientific, Germany) using random
hexamers (Thermo Scientific). For PCR (PCR Dream Taq
Green PCR Master Mix, Thermo Scientific) we used primers (Table 3) 
Sequence analysis
After agarose electrophoresis, DNA fragments of presumed length were excised and used for sequence analysis using software Geneious (Biomatters, New Zealand). The partial sequences were compared with the world database by means of BLAST (Basic Local Alignment Search Tool)
analysis. Subsequently,the genetic similarity with the TBEV nucleotide sequence was determined using an algorithm Clusta lW, and a phylogenetic tree was produced.
RESULTS
The WNV was not recorded in any mosquito sample. (Table 4 ). The highest agreement was observed with strains Hypr (99 %) and Neudörfl (98 %) and then with strains K23
and Salem (97 %), which was also reflected in the phylogenetic tree (Fig. 2) . 
Aedes cinereus 57
Ae. rossicus 2
Ae. vexans 166
Anopheles claviger 14
Culex pipiens 70
Culiseta annulata 1
Ochlerotatus cantans/annulipes 75
Oc. caspius 8
Oc. cataphylla 6
Oc. geniculatus 1
Oc. leucomelus 14
Oc. punctor 155
Oc. sticticus 47
Total 616 
DISCUSSION
Tick-borne encephalitis is a viral zoonotic disease caused by the tick-borne encephalitis virus (TBEV). It is the most important human pathogenicity virus in Eurasia.
In the years 1964-1999,the research that was conducted in Slovakia focused on the genus proportion of ticks found in Slovakia. The relevant samples were examined also for the presence of TBEV. This research showed that of 77 000 ticks, 90 % were I. ricinus. The TBEV virus was detected only in 0.14 % of the vector [4] . The prevalence of TBEV in ticks in Slovakia has been rarely investigated.
The present study examined ticks by the molecular methods. We examined ticks from various regions of Slovakia.
No information was available whether the virus was found in these areas in the past. TBEV was detected in one en- I. ricinus occurs throughout Europe, from Ireland to the Urals and from northern Sweden down to northern Africa.
In Slovakia, it is spread in the whole territory up to 600-800 m above sea level. Due to global warming, the upper boundary of its occurrence has been shifting gradually to more than 1000 m above sea level [10] .
In the recent years, we recorded the continuous spreading of ticks to new areas, particularly into north-east Eu- 
